1 



m m 





[0002] ^mm^m^m— ©t^sttL-c, ^ 



0 



[0003] *fc, HufES«-e{i, zfn—^!ifo>H.bmffimmt(Dmz-v>zi~. *<<—^ fes^ 



[0004] m#iMffiiz.tt-$~z>-7v— zrto9t<Dmfe<kizt&^ rrifV^-t^^i^mj^JE 

<—1Sl&}lz&.m&tlX^Z>o Ttfv^(avidinm N fc^^V(biotin) i:#M^J{-^<^ 
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[0005] ^Tt:--^-t-•^^^^J^v^7t5 l c^T^^«^o^^^f6o ff > 



[0006] ^i?m~^3ig~<7>t£3fc&»L-r, r^h-y.^^^Kj^ffiv^c+a 

[0007] ##f?;»um, 7i:cog#f^^7^^tt-rv^o tf, ^t°f— 

[0008] fiP^, ##rF3ti8fcl r^/^^^--<^K^^ji:V^#^Ogf'-^^ffiV> 

WJcmi ■Mm^09 - 133683^ 
I^^2:#§g2002- 153272^-^ 

<%mit 3££gs P166-174 0 
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[0009] -Jrf \ 7t'-^-t'tfy^^^5i|itM^ifflL/c^-cii, mm 



< — o 



[0010] £fc. t^^^fi, ^#jH*#H£V«:i, Jfr^VH^lK. y^-^LTfifU/BL 

m-r^bh0^L<f^\ 

[0012] -t-x\ *%>m\±, mmmm^Mx-^m^m^^m^mm^m^^^m 

mm^mmx^%&ffi%mm'tZ)Zb&^t£ g mb-rz> 0 
[0013] ^^ra*, m—K, ^w-mmbmitftm^m^u^mmafe^mmk 



[0014] Z(D^^</um^)Ml^ 
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[0015] 



its tm^v—z/ysWh 



[00 1 6] 



[0017] r^n— ^jfj irLTfi, ^^KXfi^^^WlM^cD^K, gP^T^/^Ifi^iJ 



[0018] 



* ri-/ 

m 



[0019] ^m^mt>&zfv---?mn}kLxtt, ^^it^mum^h, 



I - 



[0020] ^mm^^^^m^m^^m^m^mxh^^mit^u fozi^^mm 



[0021] ^mik&yotD-M&mtf&teh^ 'Pt£<bh~i¥.mz.*/utf;$rt';vm$:m~fZ>m 
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[0022] m^. ^B^(-#>s^^^ffl^MXf*^T#)®»^co«^Mr^r^^K 

mX^&o ^^^'(FLAG)-<^^K(T^y^ia^J:Asp-Tyr-Lys-Asp 



[0023] 



[0024] 



CO 



[0025] 



izmm-tz^if-Fb. frtbtez^^mmn*. mmmmit^-m^-M^ 



o 



[0026] ^\ r^-</^£^ffiv^^ ^^—zfmm-^m^^) — °^Kj«bv^ 



[0027] 



:<5 



[0028] Wa{b^C9-^-<7)^'g-tgS{^^S^^ALfc±T\ ftHO»* 



[0029] fcSV ^ ^^KO0f ^cO'g-lg^^^S^ALfe .h-e, -^^^igS^H 
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-f^Y\kv^m 



[0030] ££>}C\ rcDi^^LX^^tLfc^/^ffl^K^^^afk^O 



[0031] #3B0§-m % ^^KiffiS^^^a-^#3K{-^i5T|g^b 



[0033] ±ts(A)^mi(c:j:ox, ^^mn-^—ymw-^^mmm 



[0034] jut^ «b^x«, ±w-mntmwmvtz.^-z/mm\^^tz.mmit^ 
wot, m^mik&m^Ui&i^ ^^i^^mm^m^nm^^vk, a^&s 

[0035] ^^^tt, (a)^IB^/^K^O^^K<!r@t@^ffiiC@^$n7tfei#:<b^ 
[0036] f±fo^K-^v~zf!&M-^^mmW(^mit&'®-^<7'?-F) 
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x^ 0 

[0037] ^comm^^x, ^^mw-^^—y'^ow-^^m^'m^mt^m-^zf 

coo38] m-ti^ ^mrnxn, ^mm^^m^mu^i^mm-f-^ 

[0039] m^mctt, (i) mmik&wt. mmmik^m-Ui^n. t^^t^mmmz. 

[0040] -(Djjmx-n, *i\ /o-^feiii^u, r^ra-fb^^—<^Kjirv^«^ 

m-^^\t\^^fommm&Vf?tmx, zti^Mm^mmu m^iamx 
mits *^^t£b*&mifz>z.b&x*%z> 0 

[0041] ^M^(7)4L^#)K^#:(i v ^/^^)Kc7)^^Ki:^c7)#M^^ 

^mm^xmmmm^mi&vtimmm. mm, mH-r^im^t^mx. 
[0042] - *mwxmm^&^tc&&mmm(D7£mnrt%ff% 

[0044] r^^Sjfi, mtf, rf£5>^^j£r^/=f-Kj, r^gftjir^^Kj, 
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[0045] r ms.im j t±, yonmv>&&mi&^ T^m^^mt^mm^ 
uw-> 3 ^ mft^-m^. m^-i&^j-, i&ft^-i&ft^cDi&m&jte 



[0046] r ^\?h—7° • ^^T^K J £W\ ^<7)^t 0 h-^(^^:^)^^^^ic: 



[0047] ^P^t^S^/^^W^^^R^fflV^fe^fe^, H+SM^L-C^ 

[0048] £7t, ^Wi-fflv^n^^^^^^^Wf-H+B^ffi^^Lfc^W^ft^ 

[0049] ^/i-ffl4^«£#ffiSc^5«fbi^ feav^i^^^W^^L^^fk-^ 

[0050] ^/^ffl^K^dr^^«^@+@i*-C*^X«Mit-r6r<!r{Cj:oT, ^cO=t^ 

[0051] ^W-#£^/WB4^W&W^^ 
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[0052] miK&i-t&n^u^ *mm^mz>^-<;ummm}&, n^un, «w^t£& 

m<Dmmxfo& 0 

[0053] jh\ y^ffltiiLii, n^sx^^utc^mit^-mt, ^mmit^sa)— 
[0054] ~-c% ^^mmmx(D&M(DM&m.x&&mmk&ms^ ^mmtnm^ 

[0055] mmit&yostLxi^ mz-ts. ^<th-^s \z.-fy^^;vm^-r^>m 

i 

[oo56] ^mit^mscDmm^mK^tcJo . h^^a^cDmrn^mrnvtcn-t^b^^ 
[0057] ^-(Dmmit^s^^—^-bvxmm^^m^ai, mmm^w^-r^ 
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[0059] Mfcl] 



H0 2 C 




[0060] #KD&m<k&vos<Dmm-£, -tmrnm^v^-^m^u -^comm^r 

[0061] Wk2] 




OH 



[0062] f-fc, Wafb^feSirLT. *©«t5*ft^«it(fk^3#flg)SrW-rs/l&*tt05 
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[0063] [ffc;3] 



O 




OH 



[oo64] i^<7)fift^scofti(i, ±mmmizT;u*/um&#-fz>iinmvii<Dftmik& 

[0065] [<ffc4] 



[0066] ^^/^^KL^^^KHcO^^cO-ltfifeM^^^KTfi, tftfttf* 

[0067] ZO^^-h'Tt^ ^^t4»^'(Tag) tLT^fg^-Sr^T^So Wx.^ 



o 
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^dy—^f'^rj-Y57(D— «T*fc£!7^^(Flag)^^K(T^/$?gfi?lJ:Asp- 
Tyr-Lys-Asp-Asp-Asp-Asp-Lys)^if^ g^^CT, 

C0068] i^(aotii, ^L^^si^-e^^^^^ia-^^ -cd^^f-kts— rvi^s 

[0069] IH2{i N MMii(-@^£;tx/c^#:;$\ ^^KT£#^#jf'fP&LTl * 

[0070] £i\ H^Ep^-^F^ MM^tfLTV^o ::<7>@+@*p§jF{i. spWc^&K 



^ffi^t- — x^gg^^(7)— gp^^LTv^o r<75@^B^®F«, M*.fi, ^^-A-e 

[0071] tn^Att, ^^KT^#Ml^i^a^tg^^^K™#:-efc-5 0 02Mte N fet 

[0072] xvMfcm^n, ~<Dm2Kte, ^-^-^m^mc-rmmit^ms^-^m^ 

[0073] ^^KB^ta— ^HPi+ga^ffl^L^^^i, M^X^->- 

[0075] ^O^n-^KP^UlS^M^MjT^S^-^f^ ;©yn-y^fp 

[0076] ±fBLfcr^/^#j«L^Mi-6^jc>0jg^llifeM{-ov^, E13^ 
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[0077] /jr*3, JB*TT?I±, #BWfc£*«&S<z>ft*0!l£LT, ±fE^^^2(^$n^K^ 



[0078] ?-<^mmm.u^ t&m\z.tz^ \ ^t>*$>z> ^x^mxamm-tz^t 

^s-e#So S3^(c^-^x-e^$ti,fc@+B^a#:(Solid-support)i:LTfi, 7^ 

[0079] r<DHt@a^X±-C, Flag^^K(^^-T)^#S$-&Sfc*6(^ffi-r6y^-( 
Linker) Y(H 3 #BS) iLTfi, S^^ft^SJiaFlag^^KTSrS+BftftcXd^^J 

[0080] y^7— YirLT, hy^/l-y^#~£{£ffl«r^-C£3o ^<z>M, ^nnh 

•5a 

[0081] ^^KrtDto&Rj&it. M*-t£, te%a<DFmocm&mm-f&^b&x*%z> 0 m~h, 

f£x s/^y ^^-r 5 0 

[0082] ZJOUy-fW?^ ^ytV^/P^^^KCdiisopropylcarbodiimide, j^TDIC) 
m^m^MtLXm^^X, l-^n^^<^/YVTy— /Kl-hydroxybenzotriazole x 

N ^^aa^^^-Cdichloromethane) "Cj5fe#-f"5 0 
[0083] -<^KTcD#fttt s f£sISFmoc£20%fc°-<y vV (pyperidine) ©DMFftt* 

[0084] ^^KTtfS, mtf, Flag^^K(D^-C«fig-rS4&^fi. ^T^ygfcgfi^JWu 
Asp — Tyr— Lys — Asp — Asp— Asp— Asp — Lys^foS;^ &hl^ Z.(D-^? s f-\TT 
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[oo85] T^ymmm<DHDmn, mm^^K / >^<^^a(hi2^#hsj &m$8t-v& 
[0086] ^4b\ m3K^ntzmmm-cn, Fi ag -<^K(^-^-T) <Dj&m^ d^kl 

[oo87] ^b\^xmm^&mmik&ms<DmA^m<nmm\zj&z> 0 mz-& 

[0088] -(DmA^m-i, m4\Z.7jk^fiX^ DIC^^-a^LTffl V ^XftyZt 

o 

[0090] m^x^ zfv—z?ydMP^MLX, r^n^f L?r7^t5^ftj , gp*>, 

[0091] 3H\ H6l;i^-rS30<z>0!ll$, ^n— ^SPiLT, M^J^/B^St^/^ 

1 

[0092] '(Dit^p^M^/^^y^mt, =7^vmmw^(D^mT%ym^, n, n- 

^^/^/^T^K(N,N-dimethyl formaide, DMF) N tfc|±DMF-^nn^y( 
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dichloromethane) 9 : 1 tp s DIC^.t>'HOBtT\ SjB, 24~48H#|«ISJG&£-a\ ffjfgT 

[0093] XfeV^ @+S^fi^X(hy^/HJ^— SrfflV^4§^)d»e><0§I»fi:Flag^^KlfP^ 
*0>y^V»£tf>||fcfl^Wu l%TFA/^oo^ (dichloromethane) SrfflV>TfT 

o 

[0094] zfv—zfy9WP<nlfo<D&l$:2omTZ>o — oSo#iJ^El7{c:^tLTV^ 0 r 

fflV\ v J tKc3dr>-^^W5;K(N-hydroxysuccinimide)^LT, 07{^-§"P -<?^£ 

2 

24~48NFP H 1S^^Sri:(cJ;i9fT5o 

[0095] IH8iC7r:-t-#iJ(i N T^7*^75^n^-r-fe^/^(bromoacetyl){b^^dS^^cD 
$^fc«^(Z)^-</^ffl#)«(^F^Lc)<}r^ N hy^^T^>-(trietylamine, Et N) -D 

3 

^MT\ 24~48B#r^^'f-6^i:^J; ( 9^5/^ > y^^-5^-T?fc^ 0 
[0096] &:Jb\ mmzfv^T-t^^tte, i?f PP^V-tflP^V (dichloromethane- 

pyridine) 4\ ^fcT/n^Tir^/Kbromoacetyl cloride) X^m.-f'^Zt^^X, I? 

B ^itfr£-ti:3 - k&X%Z 0 
[0097] ft:fe\ fk^^^S^ffi V ^M&te, T&ttMX^tfi/g^adipic acid, HO C(CH 

2 2 

) 4 CO H)-^fcVy^il(pimelic acid, HO C(CH ) CO H)&<!f£7kg?^^U 

[0098] j£TK ±IELfcJ:9^^r&T% :7°n-:/feirPi\ ^/ummMLk, fahMffctsfttz 
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[0099] <±{fcVomv>ffiV&J&> 

[oioo] 09^tt s ^m^&&^fomm<DMfexm<vj:m7v—mdmmz.jjk£tix 

[0101] ^-^/^WLir^a-^Mp^^^^ti^-^^Cgp-^. ^7^«H) 

^«#LT^<(gI9(7)(ii)#Ba) 0 
[0102] ^LT> @ffi^®F{'@^b$^T^5fet^Ai: x Mfe^^««-^^C^r«^-r 
5-^PKTi\ co+SSf^ffi^iiff^S (09(7) (III) #BS) 0 £X±(D^-m$:fto^b 

[0104] r^in^s^ mmmmFMmz^^T^n&fc&mmmmM'tzz.tKj: 

[0105] iftLfclllOluft i§PJ»$tLfc^St(7)-<^KT^g^tLT, 

[0106] ^^ii-fc^^K^^C^@|g*ffiF75^[g]JRL-r, 

[0107] < »rt Kff&i-&tkfo!&)M ONflfl&rt ^famm (DMUJj'fe > 
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[0109] m^s -^7^/^{^«toT#e>n5^^^®H^jNBjjartt-^Ai-5o 

mstt^%WH&m^teWM$t(150mM NaCl Tris 50mM pH7. 

[0110] Elim, itMT^tlHtertiC, ^^KH^A-T^^^^^^n 
TV^IHTfc^ gHK7>(I)liW: % iteMrt CI«)i454||:tllB^#ft LTV ^ 

[01 1 1] ^^VdMH&mWi^Ml'M^ ^Wi&n, S^^Vl^/M^K (dimethyl sulfoxide, D 

mso) K-Kmm^fc^ mm^mnm^t^mmu HEK293*»^(t:hEtt^ 
[oii2] HuHs^^^ja^mAPL-cbs ^^mwH^mmMpmzm^^ti^^m^-^ 

Polyfect Transfection Reagent (QiagenM) ^^rffiV ^T, d r^4£>'HH ; &r, 
Mf^iAL (h7^7x^'> 3 y) s ii^O^^W (24-48H#ffim) ^m-f"5 0 
[0113] 'tL(-ct«9, **9&WH^(D^u^mWPk^1faM\H(D±fc!&^Bk<Dm<7)1®£. 

'<?W (4if»f|B) t^Lt, &WmW^foc*i&$rtrZ> (m 1 1 CO (n) #Baj o 

[0114] 7^(c N ^IBffiSf^ffi{c:j;oT#bn^^^®^^^C^jiWJ!aM^(^^^W-rf^ 
[0115] M*ifcf. r<7)4#:#;ft^ft:c^, ^ta— •?mW?\zM&&%vx:\ ^5^/M»L 

)#8S) 

[0116] Wltb^&cT)— Mf*> ^cOii(9Tfc5o ^^/^^WL^^/^tbfc^n— 

t'#®p, gn^ N *^^MH\'m^i-&%m&mAistcmmM&nmt^y7T— 

(^ijiltt\ 20mM HEPES,pH7. 5,150mM NaCl,50mM NaF,lmM Na3V04, 
lmMPMSF,l%TritonX100)^^TBI^b-r5 o " <D^m<\:^y^T~^Mx. 

tc(DibmmM^m^m, m>bm^\Biiuu mm^(55, 0000^, 4°c, 2o^)-r<5 
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[0117] ^vvt\ iisi ffiFtt ^ttfrAt, mmzifcm 



to n 



SB) 

[0118] Mx.fi, m<bW:(Dnm#imwi(±m) Mxtf, m^r^m^m^^m^ 



[0119] #Cfd. it&fEdfcfl: 



[0120] Mx.fi, mmmwmco\f~x^m^(i, ooo\mm, 4°c, i^)L-aft#w?gft;^ 

77-«t, FLAG^^K(^T) ^&^y7T—£Mx.X\f '—XfO&^L 



-a^C^rl&lJjXU 



&x%z> 0 

ms/ms)^ v ^ r mm^^mi m^n^^<D^m(m±^± ^^^-j^mrn 

fej, ^iS^, ^{f^H, P129—P142) f-ioT|e1^-f-'5r<b^-c^^ )o 
[0122] £i\ HJJjXL/c-^^/^, 



K^ffl^'77r-(100mM Tris,p 

H8. 8)iz.MMi-& 0 &7E<DT^jmmEMvwM-fz>mmx&&rhvzf^} 



[0123] 



it(SSit)^i/ioo^i/50(^6J;9{-yv J /^^K- 



[0124] ^*^<k^tifc<^HW>T-^Kafa:^fflv^T, ^-^-^^^mt^/i 
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[0125] ^\ mw>T~— m^m^fix^^^^m^— y-<— ^-e^-srs 

wissProtJ O-fV^— -^yhTHV:*: 

ftp.ebi.ac.uk/pub/databases/sp_tr_nrdb/fasta/sprot. fas. Z) i^g^'— ^."Cfe 
5TNCBI RefSeqJ OfV^— ^bTKl^-X: 

ftp.ncbi.nih.gov/refseq/H_sapiens/mRNA_Prot/hs.faa.gz) ^^^ffli - 5^i:^ 5 "e#'5 

o 

HWlf 1 

[0126] <^r^f_:^(D^('M^5^*_l^J> 

[0127] @f@*S ^(Solid-support) iLTby^K^^L/c.^^ (Mimotopes*±M)£H£ 
fflL^c 0 rcD^-^lO^Sr, ii^^^^^MT/K^AtLs lOmKDif^^nyK: 
^nta^^drD-C^B^rHl^MbfCo M/£f£, ^^f^7^-^A7^K (^TTDMFj) 

[0128] Fmoc-Lys (N-Boc)-OH (Calbiochemft:) 469 mg (0.1 M) &i??un^l/ (jPJf 

TTDCMJ)10 mli^JtfU N.N-^y^nfcVu^vUT^ 

(N,N-diisopropylethylamine, ^TTDIEAj)0.44 ml (0.25 M)#^ET"C12B#P,.^^$ 

[0129] T^y^a_£^)Fmoc^_£^Jl5.il$i_:5/cA6, 20%t°-<y vMDMF^$0l0mrC30 
M&ySL/-_. 0 DMF-C5^>fig, 3lUgfe#U ^b^^onyy^-eS^FfS!, 30 

i5fc?#-L/c 0 -^<7>g^ Fmoc-Asp (O-t-Bu)-OH (Calbiochemft:) 411 mg (0.1 M) SrDMF 
(10 ml){^#?U 0.19 ml (0.12 MYMV\l°/V3) /I^W^ K(diisopropylcarbodiimide 
, jPJ.TrDICj)4oi:i_Kl62 mg (0.12 MH-tKn^i^^y'r-yTy''— /U( 
1-hydroxybenzotriazole, i^TTHOBtJ^fflV ^T12B#P B .^^^i_rS^<t^ctoT7^ 
X-ffi^L/c 0 ^\Wk(DM£~Z\ Fmoc-Asp (0-t-Bu)-OHBS^3tali^9i_IL^^Lfc 

o 

[0130] Fmoc-Lys (N-Boc)-OH (Calbiochem|±) 469 mg (0.1 M) ^rDMF (10 ml) K 

i^JWU 0.19ml(0.12 M)DlCRm62 mg (0.12 M)HOBt£rfflV ^T12mm&fc£l£&~ 
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Fmoc-TyKO-t-Bu)-OH(Calbiochemtt) 460 mg (0.1 M) £DMF (10 ml){.I?gjt?L, 
0.19 ml (0.12 M)DIC& t>*162 mg (0.12 M)HOBt£rffl V ^T^F^^-frS-ifCj^ 

[0131] Fiag^^^^mm^m-xsh^AspiT^^^m) ^mmtmmco^mKM^ 

[0132] rOFlag^^-K^, ^ii5©7;^/H (Fmoc-NH-(CH ) -COOH), m 

2 4 

*^12<7>T/I^/H£|(Fmoc-NH-(CH ) -COOH), &£Xf6Mft(Di/^^/U^~- yvU 

2 11 

^li^L/^Kyj-— "rsum. (Fmoc-NH-CH CH -(O-CH CH ) -COOH) ^-^L/c 

2 2 2 2 6 

o 

[0133] ^*^5^T/^^S<7)|i^{i, BifieFlagfttfc^^^l^^^V^, 1 m\(D 
DMF/DCM (9: l)^^(-^^"Ji:L-C52 mg<7)PyBoc (0.1 M) £rffll\ 4 mg<D 
Fmoc-NH-(CH ) -COOH, :JoJ;t>*34.8 ml<DDIEA#^T\ 12lNffHira;£:fTo/-c 0 |B] 

43.8 mgCOFmoc-NH-(CH ) -COOH^rfflV^, ^*#|l2c7>T/MvHp;^ 

2 11 

Ig-a-C/cFlag^^-K?:, 57.6 mgcDFmoc-NH-CH CH -(O-CH CH ) -COOH^ffl 

2 2 2 2 6 

[0134] ^(D&m^-^m^tcFiag^zf^&m* temnm\z.m&^*^it&m 

&mU-tZ> 0 — MirLT, JS-603A-l<i:^Lfc^:cDfk^^:5(C7^-rri/^/^Kl--ir 
[0135] Wt5] 




[0136] fi^Jfa(7)ijo'9IaKCfcFlag-^-i^^Lfc7^>'--#^^fflV^T, 11.2mg(7) 
JS-603A-1^190 mKDDMFf^fifU 3 mgc7)HOBti:3.6 /i iCODICSrfflV 
JS-603A-l^^$iJ:/c o l%TFA(DCM^)^fflV^TH^@ftl^>M?ii$ii-, #C<^ 
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II 2 



!l> 



[0137] <*^k&Vo(ommV£%m-ttc.sb(D 

[0138] ^Wt-^S^^b^^S, ^*©k^/^K$$^7n^^hiLT<7) 

[0139] ^.m^^<D^m\±, skmm^/umimuL-6omm{^^^iti^mi¥m^mM^ 

fTofc 0 «Bfl£te, RPMI1640i#i& (10%FBS+#L4L#Jft) ^^Tig^U ^j«J#ife 



2 

1 — •i'—o 



^ — tp, 3~1O0 ib 



■tL 



[0140] ^#Ufcg|®ftffi^MT*fc-5014{^-rj:9^ CST/ls^/um&X^ 

—y-K^-ttt^ik&m (100 /z M N 3 13 K)^SSfT% *Biatt^^<Z>?*iK3RiWlia5&= 

[oi4i] (2)m^ ^mm^^^it^-^m^^x^ m^^^w^m^^mxh 

[0142] HEK293»^rl.0X 10 5 cells/ml(7)M^^5J;9^i^«L, 10cnr>-r— MdlO ml 

[0143] mfo&m&. m^mmwrn^^mmmmmmx^^m 



#i"5o &'fr#»U ^jM^^II&^S^ 0.5 mg/ml Flag-<^-K 
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(sds-page) & % myk&m*yh*m\<^x?>^'m^>v*^mkis, nhfit-^> 

[0144] ^M^LT-ffl^^tt^ik&ydi^ T/^3c/umC5$5£ZfCl2%:*^<— IHcW^Sft: 



[0145] 

[0146] ^^fb^^^^^L^eOkDa^^^K^y/l^cfc^^O^tJtJb, ^£q<Z>^>-^A jC*iK 

^ffl^f^, iMff 3A£i, P129~P142) ^cfcoX^y-TK^^^-Cfe^'i:^ 

[0147] £i\ mmVtctfM^ mmfcfcm^y?T~ (lOOmM Tris,pH8. 8)^>bDL 



[0148] SfflB^—^— UE^5B$ttTV ^^^fl^— ;*-t'£><5 Ts 

wissProtJ (4>'?—^ybT\?UX: 

ftp.ebi.ac.uk/ pub/ databases/sp_tr_nrdb/fasta/sprot.fas.Z) £:^S£:r — $ r '<—^X*&> 
-5TNCBI RefSeqJ -^yhTKUO*: 



ftp.ncbi.nih.gov/refseq/H_sapiens/mRNA_Prot/hs.faa.gz) SHiiffiLfc 
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[0149] *mmtes ^v—?mv.tmTLwm\^tz.mm*mmmffi., ih^-c^ot, mm 

[oi5o] [a i}*mwK&z>7^<^mmm (u^xi^^mn (h) (D-mwwm^um 
[02]@ii^® (f) ±\zmmk£nfctfifc (a) ^ ^/vmmm. (u 4>o-<^k c 

s(Lys) as— ^ttMmAZfrtzmtft&TjrtW'VjbZo 
[K5]fm^ttcD^-<^ffl^K (D <Df b^#f ^(n—m&m-r mxh& 0 

[ins] m^m<D^ h \zmr>& m^mmm^-r m xh& 0 

[m 1 1]« (m) f*i ^ v^^mmm (u i^n-^ff (p) ?>m^££#AL/c^ 

[012]^^^i|l{^^S^^(-J:oT^^tLfcFlag^^K^#|^(^it)^^(2I-^ 

$5 -So 

[m i3]^ife^iji ^#^5^^j;oT#^ti7t^^^^>«^ mm) 
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xh&z.t&!&mk-tz>m7£<D 



wmmmit^m^^—^-bLxmmu mm^z/^nm^^w^ (Ta g 
) bL-xmrn-r^b^wnb-r^m^mmm lm^mM^^/^mw 



m^m^^xi^m^^b^mb^^^^m^}«<Dffm^m 0 

b, ^ht^^/^mmm.^. mm^mik&m<7)— ^^mmitirL-x, ^.w-mmb 

it ^(D^mm^mm^^mw'k. mw&^&^ ^xwu-tz>~b%:w®tb-t 
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(b) ^Bf^^fc^^S^^^lalUx-t-S^Iiio 
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^mmznttm&m^^xmmffiffijin/Rvtm^&Jim* 
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OtBu Y x 

NHBoc I NHBoc NHBoc ) J 

111 I f JL 

Fmoc - Lys- Asp-Tyr-Lys - Asp Asp- Asp Asp Lys (-Linker f \Jm 



CO^tBu C0 2 tBu I COatBu 
| CC>2tBu C0 2 tBu I 



cm 4] 



H 2 N 



S 



{^o)f OH + H2N 
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diisopropytearixKfiimide (DIC) 
1-hydroxybenzotriazole (HOBt) 

DMF , rt, 24h - 48h 



O 



H 2 N 
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[05] 



H0 2 C 



O 




NH 




H 



[H6] 




u ' 

jgA^OH + H 2 N ^^Jf^-O 

H 



diisopropyicarbodiimide (DIC) 
1 -hydroxybenzotriazote (HOBt) 

DMF 

or DMF-dicWoromethane (9:1) 
rt, 24ft - 48h 




° H ° 

H n H 

—A 

(75 K«^) 
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[H7] 



s 

_ , ( , t 



cKi$opropyJcartxx**jrrtde (DIC) 
N- hydro xysuccinlmode 



DMF 

rt, 24h - 48h 



O | 

o | <^y > ^o"^ o o 



Pi 



-/v , ' 
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Lc 

— * — 



NH 2 H u 



DMF 

rt, 24h - 48h 
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NH 2 H 

L JiJ H H 5 > '°H 

u spacer 

T 

P3 Lc 
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[Bill] 




[012] 

OtBu 




| NHSoc NHBoc 
Fmoc — Asp-Tyr~Lys-Asp-Asp-Asp~Asp-Lys— Trityi 

C0 2 tBu C0 2 tju C0 3 tiu 
| CQ 2 tBu CC^tBu | 

Flag 
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[013] 




cm i4] 



>(CH 2 UCONH-Flag 




^CH 2 )nCONH-Flag 



(OCH 2 C H 3 ) e CON H~F lag 



HL-60»j® 




^^it&mmtom (ioo jtM< as rsi> 



[HI 5] 



200 
116 
66 

42 
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100 

75 

50 
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17 



kO 
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66 

42 

30 
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